SUPPLEMENTAL EXPERIMENTAL PROCEDURES
Experimental Constructs ADAP constructs were derived from Isoform 2 (GenBank NM_199335.2). The large Cterminal ADAP construct (residues 486-783) and ADAP-hSH3 N (residues 486-579) were expressed in E. coli and purified utilizing a N-terminal His 6 -tag or a GST-tag. ZAP70 expression clones (GenBank NM_001079.3) were kindly provided by Arthur Weiss. ZAP70
tandem SH2 construct (residues 1-256) was expressed in E. coli and purified utilizing an Nterminal His 6 -tag. Fyn kinase Isoform 1 (GenBank NP_002028.1) and full-length ADAP were expressed in insect cells infected with Baculovirus carrying the corresponding expression construct and purified utilizing an N-terminal His 6 -tag.
Synthesis of Snap-hSH3
N The sequence coding the hSH3 N domain (ADAP ) was amplified by PCR using the oligonucleotides SH3_F (5'-CTGAGGATCCGAAAACCTGTACTTCCAGTCC-GAGAAAAAGGAACAGAAAGAG-3') and SH3_R (5'-GTCACTCGAGTTATTAATGATGGT-GATGGTGGTGACCCCAGTCTTTTTTCAGTTTCAAAGA-3'). The obtained product was cloned into the Snap-tag expression vector pSET7-26b (NEB) via BamHI, XhoI, resulting in a C-terminal fusion of hSH3 N to Snap and introducing a C-terminal His 6 -tag for purification.
The protein was synthesized using the EasyXpress Protein Synthesis Kit Mini (Qiagen, Germany) in a thermoshaker for 60 min at 37 °C and 500 rpm. Co-translational labeling was achieved by supplementing the synthesis reaction with 15 µM Snap-specific BG-647 dye (NEB). Following synthesis, the protein was purified using Ni-NTA magnetic beads (Qiagen, Germany). Protein concentration was determined by fluorescence spectrometry at 650 nm using a NanoDrop photometer (Thermo Scientific). After purification, the protein was bufferexchanged using Protein Desalting Spin Columns (Pierce, USA) to 50 mM Tris/HCl pH 7.5, 150 mM NaCl, 9.5 mM MgCl 2 , 0.5 mM MnCl 2 , 2 mM EGTA.
Construction of the suppression/re-expression vector of ADAP mutants
The following 19-nucleotide sequence was generated to target human ADAP:
GAAGATTCCAAACCTACAT. The cDNA sequence encoding full-length ADAP was amplified from the Flag-tagged human ADAP cDNA cloned into the pEF-BOS expression vector (1) using the following oligonucleotides: 5'-CCCACGCGTATGGCGAAATATACCACGGGG-3'
and 5'-CCCGCGGCCGCCTAGTCATTGTCATAGAT-3' (underlined sequences indicate the restriction sites MluI and NotI used for subcloning into the pCMS4 vector). An shRNA resistant form of ADAP was created using the QuikChange site-directed mutagenesis kit II from Agilent Technologies in which the targeting sequence within the DNA was changed to
GAgGAcTCaAAgCCcACcT (lowercase letters indicates the changed nucleotide that do not affect amino acid sequence). The Y571F mutant of ADAP was generated by site-specific mutagenesis using the following oligonucleotides: 5'-GCTGTAGAGATTG-
